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SUPERINTENDENCIA DE INDUSTRIA Y COMERCIO

RAD: 14­12252­  ­2
DEP: 2020  DIRECCION DE NUEVAS CREACIONES 
TRA: 11  PCT­PATENTE DE INVENCION CAPITULOS I Y II 
ACT: 430   REQUERSOLICITA                    

FECHA:  2015­08­24 19:11:13
EVE:  379  FASE NACIONAL INCLUIDO CAPITULO II 
FOLIOS:   4

Como resultado del examen de fondo realizado, con fundamento en el Artículo 45 de la 
Decisión 486 de la Comisión de la Comunidad Andina, se comunica:

1. Documentos estudiados  

Descripción: Radicado N°14-12252-00000-0000 22/Enero/2014

Reivindicaciones: Radicado N°14-12252-00000-0000 22/Enero/2014
Dibujos: Radicado N° 14-12252-00000-0000 22/Enero/2014
Secuencias: Radicado N° 14-12252-00000-0000 22/Enero/2014
Prioridad: US 61 513 259 29/Julio/2011
                
2. Análisis de la Prioridad

Se acepta la reivindicación de prioridad porque ésta solicitud fue presentada dentro del 
plazo  establecido  (Art.  9  D  486)  y  su  contenido  técnico  corresponde  con  el  de  la 
prioridad reivindicada.

3. Objeto de la invención

De acuerdo con lo establecido en el numeral 1.2.2.2 del capitulo primero del Título 10 
de la Circular Única para efectos del examen de patentabilidad, se tendrá en cuenta la 
tasa  pagada  por  la  solicitante  al  momento  de  comenzar  el  examen  para  las 
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reivindicaciones adicionales; esto es que cuando la solicitud contenga más de diez (10) 
reivindicaciones y no se haya pagado la tasa complementaria, sólo se estudiarán las 
cubiertas por la tasa pagada. En el presente caso se estudiarán las reivindicaciones 1 a 
12 del capítulo reivindicatorio (Radicado N°. 14-12252-00000-0000).

Título de la solicitud: “RECEPTORES COESTIMULADORES DE CAMBIO” 

El problema planteado en esta solicitud consiste en la necesidad de obtener nuevas 
proteínas de fusión quimérica.

Para  resolver  este  problema técnico  la  solicitud  en  estudio  proporciona  una  nueva 
proteína de fusión quimérica de manera que cuando se manifiesta en una célula puede 
convertir en una señal negativa en una señal positiva en la célula.

El  objeto  de  la  presente  solicitud  se  relaciona con la  Clasificación  Internacional  de 
Patentes (CIP): AG1K 48/00; A61K 38/17.

4. Excepción a la Patentabilidad (Art 20 D 486 literal (d))

El objeto de las reivindicaciones 10-12 no es patentable de acuerdo con el Art citado, 
porque menciona la administración Para tratar un sujeto que lo necesita, por lo tanto es 
considerado una excepción a la patentabilidad

5. De la solicitud de patente 
 

Reivindicaciones (Art 30 D 486, Art 22 PCT)

Las reivindicaciones 1-6 no son claras puesto que mencionan una proteína de fusión, la 
cual no se encuentra caracterizada estructuralmente, lo cual no permite distinguir el 
objeto de la invención del estado de la técnica. Se sugiere a la solicitante mencionar las 
características estructurales de la proteína de fusión, es decir, por medio de las SEQ ID 
No que conforman dicha proteína de fusión.  

Las reivindicaciones 1-2, 4-9 no son claras puesto que mencionan “donde dicho primer 
dominio es un polipéptido que está asociado con una señal negativa y dicho segundo  
dominio es un polipéptido que está asociado con una señal positiva”, “un dominio de  
reconocimiento de antígeno de un anticuerpo especifico y un dominio intracelular de la  
cadena  CD3-zeta”,  lo  cual  es  considerado  un  resultado  a  alcanzar  y  no  define  la 
proteína de fusión por sus características estructurales, puesto que las reivindicaciones 
incluirían no sólo la solución propuesta por la solicitante,  sino todas las alternativas 
presentes  o  futuras  que  lleguen  a  ese  resultado.  Se  sugiere  reemplazarlo  por  las 
características esenciales, que contribuyen a la obtención de ese efecto.

6. Determinación del Estado de la Técnica

El  estado  de  la  técnica  se  determinó con  base  en la  fecha de  presentación  de  la 
solicitud de prioridad: 29 de julio de 2011, y se encontraron los siguientes documentos 
que anticipan el objeto de esta solicitud:

Ítem Documento Título Fecha de Publicación

D1 Dennehy KM1, Elias 
F, J Immunol.

Cutting edge: monovalency of 
CD28  maintains  the  antigen 
dependence  of  T  cell 
costimulatory responses.

17/Mayo/2006
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El documento D11 divulga construcciones bivalentes de CD28 mediante la fusión de los 
dominios extracelulares de CTLA-4 o CD80 con los dominios intracelulares de CD28 
(Resumen).

7. Examen de Patentabilidad (Art 14 D486)

Novedad (Art 16 D486)

La reivindicación  1 consiste  en:  “Una proteína de fusión  que comprende un primer  
dominio y un segundo dominio, en donde dicho primer dominio es un polipéptido que  
está asociado con una señal negativa y dicho segundo dominio es un polipéptido que  
está asociado con una señal positiva.” (Radicado Nº. 14-12252-00000-00000). 

Comparación de las características técnicas esenciales, con las del estado de la técnica:

Características esenciales D1

Una proteína de fusión que comprende un primer 
dominio  y  un  segundo  dominio,  en  donde  dicho 
primer dominio es un polipéptido y dicho segundo 
dominio es un polipéptido

Una  proteína  de  fusión  que  comprende  un 
primer  dominio  y  un  segundo  dominio,  en 
donde dicho primer dominio es un polipéptido 
y  dicho  segundo  dominio  es  un  polipéptido 
(Pág. 5726, Col. izq., Fig. 1)

Las características esenciales de la proteína de fusión de la reivindicación 1 habían sido 
divulgadas previamente en el  documento D1, el  cual  da a conocer una proteína de 
fusión  que  comprende  un  primer  dominio  y  un  segundo  dominio,  donde  las 
construcciones  son  bivalentes  de  CD28  mediante  la  fusión  de  los  dominios 
extracelulares de CTLA-4 o CD80 con los dominios intracelulares de CD28 (Pág. 5726, 
Col. izq., Fig. 1).

En  consecuencia,  la  reivindicación  1  carece de  novedad,  según lo  divulgado en el 
documento D1.

Las reivindicaciones dependientes 2-9 no mencionan alguna característica que haga 
nuevo la proteína de fusión de la reivindicación 1, por lo cual se considera que no son 
nuevas.

8. Conclusión

Los requisitos de Patentabilidad de la presente solicitud están afectados así:

Ítem Documento
Reivindicaciones 

afectadas
Requisito que 

afecta
D1 Dennehy KM1, Elias F, J Immunol. 1-9 Novedad

1http://www.jimmunol.org/content/176/10/5725.full.pdf+html



En cumplimiento  del  artículo  45  de  la  Decisión  486  de  la  Comisión  de  la  Comunidad 
Andina,  se  le  indica  que  debe  dar  respuesta  dentro  del  término  de  sesenta  (60)  días 
contados a partir del día siguiente de la fecha de notificación de la presente comunicación. 
En caso de no dar  respuesta  al  presente  requerimiento,  o  si  a  pesar  de  la  respuesta 
subsistieran los impedimentos para la concesión, se denegará la patente.

Se invita al solicitante se sirva indicar, si así lo considera, su renuncia al término faltante de 
sesenta (60) días  para dar respuesta a este requerimiento y presentarla por escrito.

Finalmente, se le recuerda al solicitante que si como respuesta a este requerimiento llegara 
a modificar el capítulo reivindicatorio y éste contenga más de diez (10) reivindicaciones, no 
pagará  la  tasa  de  modificación  voluntaria  pero  sí  la  correspondiente  al  pago  por 
reivindicación adicional.

Notifíquese el  presente oficio  conforme a lo dispuesto en el  numeral  5.2,  literal  e),  del 
capítulo quinto del título primero de la Circular Única No. 10 de 2001. 

El anterior requerimiento fue notificado por fijación en lista, de fecha  2015-09-01

Elaboró: Juanita Andrea Carvajal 
Revisó: Sandra Carolina Crespo 
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INFORME DE BÙSQUEDA DE PATENTES PARA EL No de Radicación: 14-12252-00000-0000 

CRITERIOS PARA LA BÙSQUEDA (anexar pantallazo o reporte en PDF, junto con los boleanos 
utilizados) 

  Palabras clave utilizadas Proteína de fusion, CD28, CTLA4. 

CLASIFICACIONES  
INTERNACIONALES 

UTILIZADAS PARA LA 
BÚSQUEDA 

AG1K 48/00, A61K 38/17 

BASES DE DATOS CONSULTADAS.  

Patentscope jimmunol   

Google/patents    

jimmunol    

    

INFORMES DE EXÁMENES  REALIZADOS EN OTRAS OFICINAS (documentos patentes, literatura no 
patente etc…) 

Oficina 

Fecha del 
examen o de   

reporte de 
búsqueda de 
documentos 

Anterioridades encontradas para 
el examen o reportados en el 

examen de 
búsqueda(relacionarlos todos) 

Reiv. 
afectadas 

RELEVANCIA 
(requisito que 

afecta) 

FUERON TENIDOS EN CUENTA 
PARA EL EXAMEN EN LA 
OFICINA COLOMBIANA 

 

SI  NO 

EUROPEA 
 
16/10/2012 

Dennehy, Cutting Edge: 
Monovalency of CD28 
Maintains the Antigen 
Dependence of the T Cell 
Costimulatory Responses 

1-12 
Novedad/Nivel 
Inventivo 

x  

Zhao, Multiple Injections of 
Electroporated Autologous 
T Cells Expressing a 
Chimeric 
Antigen Receptor Mediate 
Regression of Human 
Disseminated Tumor. 
Cancer 

8,11,12 Nivel Inventivo  x 

Carpenito, Control of large, 
established tumor 
xenografts with genetically 
retargeted 
human T cells containing 
CD28 and CD137 domains 

10-12 Nivel Inventivo  x 

Paulos, Putting the brakes 
on BTLA in T cell-mediated 
cancer immunotherapy. 

10-12 Nivel Inventivo  x 

  US 2010/0316646 1-12 Nivel Inventivo  x 
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CRITERIOS DE BÙSQUEDA. 
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NCBI The Lens EMBL-EBI DDJB Genome Quest 
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CUTTING EDGE

IMMUNOLOGY

THE O
FJOURNAL

Cutting Edge: Monovalency of CD28 Maintains the
Antigen Dependence of T Cell Costimulatory Responses1

Kevin M. Dennehy,*† Fernando Elias,* Gabrielle Zeder-Lutz,‡ Xin Ding,§ Danièle Altschuh,‡

Fred Lühder,*¶ and Thomas Hünig2*

CD28 and CTLA-4 are the major costimulatory receptors
on naive T cells. But it is not clear why CD28 is monova-
lent whereas CTLA-4 is bivalent for their shared ligands
CD80/86. We generated bivalent CD28 constructs by fus-
ing the extracellular domains of CTLA-4 or CD80 with
the intracellular domains of CD28. Bivalent or monova-
lent CD28 constructs were ligated with recombinant li-
gands with or without TCR coligation. Monovalent
CD28 ligation did not induce responses unless the TCR
was coligated. By contrast, bivalent CD28 ligation in-
duced responses in the absence of TCR engagement. To ex-
tend these findings to primary cells, we used novel super-
agonistic and conventional CD28 Abs. Superagonistic Ab
D665, but not conventional Ab E18, predominantly li-
gates CD28 bivalently at low CD28/Ab ratios and in-
duces Ag-independent T cell proliferation. Monovalency
of CD28 for its natural ligands is thus essential to provide
costimulation without inducing responses in the absence
of TCR engagement. The Journal of Immunology, 2006,
176: 5725–5729.

T he destructive potential of the immune system necessi-
tates tight control of effector mechanisms by positive
and negative regulatory receptors. CD28 and CTLA-4

comprise one such pair of costimulatory receptors controlling
proliferation and differentiation of naive T cells (1, 2).

Almost all physiological responses of naive T cells require co-
stimulation via engagement of the clonotypic TCR by the ap-
propriate Ag/MHC and by CD28 and its ligands CD80 and
CD86 (3). Under exceptional circumstances, triggering of the
TCR/CD3 complex alone is sufficient to induce proliferation.
Examples include stimulation with CD3-specific Abs at high
surface density (4) or physiological responses to high avidity Ag
from the noncytolytic lymphocytic choriomeningitis virus (3,
5). At the other extreme of costimulatory responses, CD28-spe-
cific Abs referred to as “superagonists” are able to induce pro-

liferation without TCR engagement (6, 7). But the mechanism
of superagonist Ab stimulation remains obscure, and there is no
physiological equivalent of such T cell activation.

Although CD28 and CTLA-4 are both homodimers, they bind
to their shared ligand, CD80, differently (Fig. 1A). The cocrystal
structure of CTLA-4 and CD80 shows that the two Ig domains of
CTLA-4 form a V structure in which each arm is accessible to bind
separate CD80 molecules (8). Because CD80 is predominantly
also a bivalent homodimer, CTLA-4 and CD80 form an unusually
stable lattice structure. Biacore studies demonstrate that CD28, in
contrast to CTLA-4, is functionally monovalent (9). To date there
is no crystal structure of the CD28 homodimer. However, the
structure of the human CD28 monomer in complex with a super-
agonist CD28 Ab Fab� has recently been solved (10). Modeling
based on this structure suggests that the CD28 Ig domains are ar-
ranged in a U structure. Although both arms are available for li-
gand binding, simultaneous binding of separate CD80 monomers
would be prevented by a physical clash of the C-set domains. The
CD28 homodimer is thus functionally monovalent, whereas
CTLA-4 is bivalent.

In this study, we have addressed the influence of valency on
CD28 function using CD28 chimeric molecules and superago-
nistic CD28-specific Abs. We show that monovalency of CD28
is essential for physiological costimulation. Monovalent liga-
tion of CD28 induces efficient costimulation without inducing
responses in the absence of TCR ligation, whereas bivalent li-
gation with natural ligands alone induces T cell activation.
These results indicate that monovalency of CD28/ligand inter-
actions is an important safeguard that keeps T cell activation
under the control of the TCR under physiological conditions.

Materials and Methods
Abs, cell lines, and constructs

Abs to rat TCR�� (R73), and recombinant rat CTLA-4IgGFc have been de-
scribed previously (11, 12). Recombinant mouse CD28IgGFc and human
CD80IgGFc were from R&D Systems, sheep anti-mouse IgG was from Roche,
and mouse anti-human IgG was from Dianova.

Chimeric CD28, comprising the extracellular region of rat CD28 (rCD28)3

and the intracellular regions of mouse CD28 (mCD28), and chimeric mCD28,

*Institute for Virology and Immunobiology, University of Würzburg, Würzburg, Ger-
many; †Institute of Infectious Disease and Molecular Medicine, University of Cape Town,
Observatory, South Africa; ‡Unité Mixte de Recherche 7175, Centre National de la Re-
cherche Scientifique, Ecole Supérieure de Biotechnologie de Strasbourg, Illkirch, France;
§TeGenero Immunotherapeutics, Würzburg, Germany; and ¶Institut für Multiple Skle-
rose Forschung, Göttingen, Germany

Received for publication July 28, 2005. Accepted for publication March 17, 2006.

The costs of publication of this article were defrayed in part by the payment of page charges.
This article must therefore be hereby marked advertisement in accordance with 18 U.S.C.
Section 1734 solely to indicate this fact.

1 This work was funded by Deutsche Forschungsgemeinschaft Grants Hu 295/7-1 and 7-2
(to K.M.D.), Graduate College 520 Immunomodulation (to F.E.), and the Bundesmin-
isterium für Bildung und Foschung Project 01 KX 9820 E (to F.L.).
2 Address correspondence and reprint requests to Prof. Thomas Hünig, Institute for Vi-
rology and Immunobiology, University of Würzburg, Versbacherstrasse 7, 97078 Würz-
burg, Germany. E-mail address: huenig@vim.uni-wuerzburg.de
3 Abbreviations used in this paper: rCD28, rat CD28; mCD28, mouse CD28; RU, reso-
nance unit(s).
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grafted with the human C�D loop (aa 60–65) and the rat ligand binding region
(m/rCD28 1–66), have been described (7). To generate the CTLA-4mCD28
chimera, mCD28 intracellular domains amplified using 5�-TTTGGATCCTG
GTCGTGGTTGCTGGAGT-3� AND 5�-ATATAAGATCTTCAGGGGC
GGTACGCTGCAAA-3� were digested with BamH1/Bgl11. The human
CTLA-4 extracellular domain was amplified using 5�-CAGAATTCCACCAT
GGCTTGCCTTGGATTTCAGCG-3� and 5�-CAAGGATCCAGAGGAG
GAAGTCAGAATCTGGGCACG-3�, digested with EcoR1/BamH1, and li-
gated with the mCD28 fragment into pczCFG5IEGN EcoR1/BamH1. The
chimera comprises CTLA-4 aa M1–I166 fused to CD28 aa L154–P218.

For generation of CD80mCD28 chimera, CTLA4mCD28 intracellular do-
mains were amplified using 5�-CCAGAAGACCCTCCTGATTCAGACTTC
CTCCTTTG-3� and 5�-ATATAAGATCTTCAGGGGCGGTACGCTG
CAAA-3� and digested with Bbv11/Bgl11. The rCD80 extracellular domains
were amplified using 5�-TTGAATTCCACCATGGCTTACAGTTGC
CAGCTGA-3� and 5�-ATAGGATCCAGGCAAACGGAATTGT-3�, di-
gested with EcoR1/Bbv11, and ligated with the CTLA4mCD28 fragment into
pczCFG5IZ EcoR1/BamH1. The chimera comprises CD80 aa M1–P244 fused
to CTLA-4 aa D159 –I166 and CD28 aa L154 –P218. Constructs in
pczCFG5IZ/IEGN were transduced into 58 cells as described (7).

Stimulation, ELISA, and proliferation assays

For costimulation of cell lines (lanes 2 and 3 in Fig. 1, B and C, and Fig. 2B),
plates for nonadherent cells (Greiner Bioscience) precoated with sheep anti-
mouse IgG were coated with 2 �g/ml TCR Ab, washed, and then coated with
10 �g/ml protein G� (Sigma-Aldrich) to ensure immobilization of ligands con-
taining human IgGFc. CD28 chimeras were ligated by the addition of 2 �g/ml
CD80/CD28/CTLA4Ig fusion proteins to 4 � 105 cells/ml in solution imme-
diately before plating. For stimulation of CD28 chimeras alone (lane 4 in Fig.
1, B and C, and lanes 4 and 5 in Fig. 2B), plates were coated with mouse anti-
human IgG, washed, and then coated with 10 �g/ml protein G� (Sigma-
Aldrich) to ensure high surface density of ligands. Cells were mixed with 10
�g/ml soluble CD80/CD28/CTLA4Ig fusion proteins immediately before
plating. IL-2 in the supernatant was assayed after 2–3 days using Opti-EIA kits
(BD Biosciences).

For Fig. 4C, CD4� T cells purified by nylon wool passage (1 � 106/ml) were
labeled with CFSE and stimulated with 10 �g/ml E18 conventional or D665
superagonistic CD28 Abs on plates precoated with sheep anti-mouse IgG. After
4 days, CFSE dilution was measured by flow cytometry. Stimulation of purified
T cells with all superagonistic mAbs require the addition of 5–10 �g/ml mAb to
cells in solution on plates, such as anti-mouse IgG-coated plates, that allow
mAb immobilization at high density as described (6). For costimulation, CD28
mAbs can be added in solution at 10- to 100-fold lower concentrations to cells
on TCR mAb-coated plates as described (13).

Generation of mouse anti-mCD28 Abs and surface plasmon resonance

CD28�/� mice (B6.129S2-Cd28tm1Mak/J from The Jackson Laboratory) were
immunized alternately with A20 cells expressing mCD28 i.p. and with recom-
binant mCD28Ig s.c. in TiterMax (Alexis). After boosting i.v. with CD28Ig,
splenic cells were fused with X63Ag8.653 cells as described (7).

Abs were captured at 51–53 resonance units (RU) or 62–64 RU for D665
and E18, respectively, on an anti-mouse coated CM5 sensor surface (BR-1000-
14; Biacore), and CD28Ig was repeatedly injected at concentrations of 1000 or
20 nM. Stoichiometry was calculated using the following equation: stoichiom-
etry � (RUAg/RUmAb) � (MWmAb/MWAg), where MW is molecular weight.
Binding of CD28 at 1000 nM to D665 and E18 was comparable, with stoi-
chiometries of �1.5 CD28 homodimers per Ab, indicative of monovalent
CD28 binding. Based on the assumption that both Abs bind with a stoichiom-
etry of 2 at 1000 nM, stoichiometries were corrected assuming that 80 and 65%
of D665 and E18 paratopes, respectively, are active.

Results
Bivalent ligation of CD28 with natural ligands induces IL-2 production
in 58 TCR�� cells

To study the effect of CD28 ligation valency on costimulation,
we first generated an experimental system that mimics physio-
logical costimulation. We used 58 cells transduced with rat
TCR, which produce only low levels of IL-2 after TCR ligation
with R73 Ab (Fig. 1B) (7). 58 cells do not express detectable
endogenous CD28, making this cell line appropriate for inves-
tigating the signaling capacity of ectopically expressed CD28
constructs. Stimulation of 58 TCR�� cells ectopically express-
ing wild-type CD28 with recombinant CD80Ig did not induce

IL-2 production. However, costimulation via this receptor-li-
gand interaction induced high levels of IL-2 (Fig. 1B). Our sys-
tem using 58 TCR�� cells expressing CD28 therefore corre-
sponds to physiological costimulation with natural ligands in
regard to the requirement for the ligation of both the TCR and
CD28 in the induction of a functional response (6, 14).

Next, we generated a bivalent form of CD28. The extracel-
lular domain of human CTLA-4 was fused with the transmem-
brane and intracellular domains of mCD28. The chimera, re-
ferred to as CTLA4mCD28, was expressed on 58 TCR�� cells
at comparable levels to those of ectopically expressed wild-type
CD28 on this cell line (data not shown). Stimulation of 58
TCR�� CTLA4mCD28 cells with TCR-specific Ab induced
low levels of IL-2 production, which were markedly increased
upon costimulation with CD80Ig (Fig. 1C). Importantly, stim-
ulation of these cells with CD80Ig alone induced substantial
IL-2 production. In this system, bivalent ligation alone is thus
sufficient to induce cytokine production. Monovalent ligation
of CD28 provides an efficient costimulatory stimulus but has
no effect without TCR engagement.

A caveat of this interpretation is that we use an overexpression
system to compare cell lines that may have differential sensitiv-
ity to costimulatory signals. To address these concerns, we de-
signed an experimental system in which we directly compare
differential ligation in the same cell line. By reversing the recep-
tor-ligand pairs, we generated a CD28 chimera expressing the
extracellular domains of CD80 fused to the intracellular do-
mains of mCD28 (Fig. 2A). In contrast to Fig. 1, where we
compare different CD28 constructs sharing the same ligand, we

FIGURE 1. Bivalent ligation of CD28 with recombinant CD80Ig induces
IL-2 production in 58 TCR�� cells. A, CD28 is monovalently ligated, whereas
CTLA-4 is bivalently ligated by recombinant CD80Ig. The bivalent construct
CTLA4mCD28 was generated by fusing the extracellular domains of CTLA-4
with the intracellular domains of CD28. B and C, 58 TCR�� cells expressing
wild-type (WT) CD28 (B) or CTLA4mCD28 (C) were stimulated as indi-
cated, and IL-2 production was measured by ELISA.
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now compare differential ligation of the CD80mCD28 con-
struct by monovalent CD28Ig or bivalent CTLA4Ig ligands.
Ligation with monovalent CD28Ig did not induce IL-2 pro-
duction but provided an efficient costimulatory stimulus (Fig.
2B). By contrast, bivalent ligation with CTLA4Ig induced IL-2
production in the absence of TCR ligation.

Bivalent ligation of CD28 induces Ag-independent proliferative
responses of primary peripheral T cells

To extend these findings to primary cells, we used novel Abs to
mCD28 corresponding to previously described superagonistic
and conventional Abs (6, 7, 13). Superagonistic Abs, such as
5.11A in human and JJ316 in rat, bind the laterally exposed
C�D loop of CD28 and induce T cell proliferation without
TCR ligation. Conventional Abs, such as JJ319 in rat and 37.51
in mouse, are strictly dependent on TCR ligation to induce T
cell activation. For binding to CD28, both conventional Abs
require integrity of residue 98 adjacent to the CD80 ligand
binding loop and, thus, likely reflect natural ligand binding al-
though with higher affinity. Two Abs (D665 and E18) that
bound comparably well to mCD28 expressed on L cells (Fig. 3)
were chosen. D665, hereafter referred to as a superagonistic Ab,
induced proliferation of purified T cells, whereas E18, referred
to as a conventional Ab, did not (data not shown, Fig. 4C).
Binding of D665 to mCD28 grafted with the human C�D loop
was severely diminished, whereas E18 binding was not affected.
D665 therefore binds an epitope corresponding to that recog-
nized by previously described CD28 superagonists (7). Binding
of E18 to mCD28 grafted with the ligand binding region of
rCD28 was abolished, but D665 binding was not affected.
Given that the only difference between mouse and rat in the
ligand binding region in the CD28 Ig domain is residue 98,
E18 binds an epitope corresponding to that recognized by pre-
viously described conventional CD28 Abs.

We used surface plasmon resonance to assess the valency of
CD28 for binding to D665 and E18 Abs. The two Abs were
immobilized on a sensor surface at comparable levels and al-
lowed to interact with recombinant CD28Ig homodimer in-

jected on the surfaces at either high (Fig. 4A) or low (Fig. 4B)
concentrations. At high concentrations, binding of CD28 to
the two Abs was comparable with stoichiometries approaching
2, indicating that two CD28 homodimers are monovalently
bound per Ab (Fig. 4A). Postinjection phases were similar, in-
dicating similar dissociation rates and suggesting that the Abs
have comparable affinity for CD28 (data not shown). At low
concentrations, CD28 was bound by an E18 conventional Ab
at a level approximately twice that of the D665 superagonist
(Fig. 4B) with maximal stoichiometries of 1.6 and 0.7, respec-
tively. These data indicate that under these conditions CD28
homodimers are predominantly ligated monovalently by the
E18 conventional Ab but bivalently ligated by the D665 super-
agonist. The observation that the stoichiometry of the CD28/
E18 Ab was �2 suggests that a proportion of CD28 may also be
bivalently ligated by conventional Ab. The lower stoichiometry
of 0.7 for CD28 complexed with the D665 superagonist, how-
ever, indicates that bivalent ligation of CD28 occurs more effi-
ciently by the D665 superagonist than by the E18
conventional Ab.

To more rigorously test our earlier conclusion that superago-
nistic Abs induce T cell proliferation without the need for TCR
ligation (6), we used C57BL/6 RAG�/� mice transgenically ex-
pressing OT-2 TCR in which the TCR repertoire is restricted
to one specificity (IAb/Ova). Stimulation with the D665 super-
agonist induced proliferation of transgenic T cells, and no pro-
liferation was induced by stimulation with the conventional Ab
E18. Because neither the Ag nor the presenting MHC class II
molecule was present in these cultures, this experiment provides
an example of an artificial ligand that bivalently ligates CD28
and induces Ag-independent proliferation of primary T cells.

Discussion
The surprising finding that CD28 is monovalent whereas
CTLA-4 is bivalent raises a variety of questions on the mecha-
nisms of T cell costimulation. We show here that CD28 must
be monovalent to induce a costimulatory responses without in-
ducing responses in the absence of TCR engagement.

We use superagonistic Abs to demonstrate that, if appropri-
ately ligated, CD28 has the potential to induce Ag-independent

FIGURE 2. Ligation of CD28 with bivalent but not monovalent natural li-
gand pairs activates 58 TCR�� cells. A, A chimera comprising the extracellular
domains of CD80 and intracellular domains of CD28 was stimulated with
monovalent CD28Ig or bivalent CTLA-4Ig. IgGFc domains are not shown. B,
58 TCR�� cells expressing CD80mCD28 were stimulated as indicated, and
IL-2 production was measured by ELISA.

FIGURE 3. D665 Ab binds the C�D loop of mCD28, whereas E18 Ab
binds to the ligand binding region. Binding of D665 (middle panel) and E18
(right panel) to L cells expressing CD28 constructs schematically depicted on
the left is shown. Unshaded histograms show negative control staining.
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T cell responses in primary peripheral T cells. We show in cell
lines that such responses are also induced by bivalent ligation
with natural ligands. By contrast, monovalent ligation with
CD80Ig or the E18 conventional Ab induces efficient costimu-
latory responses without inducing responses in the absence of
TCR ligation. We therefore conclude that monovalency of
CD28 for its natural ligands is essential for its costimulatory
function.

From the cocrystal structure of CD28 monomer and super-
agonistic 5.11A Fab�, it is evident that this Ab bivalently ligates
CD28, likely forming a CTLA-4-CD80 lattice-like structure
(10). Surface plasmon resonance data indicate that mCD28 is
also bivalently ligated by the superagonistic Ab D665 and pre-
dominantly monovalently ligated by the E18 conventional Ab
(Fig. 4). We note that some other conventional Abs bivalently
ligate CD28Ig fusion proteins (9, 10). But it is not clear
whether this observation also holds true for binding of these Abs
to cell surface-bound CD28. For example, the conventional hu-
man CD28-specific Ab 7.3B6 was shown by cryoelectromicros-
copy to ligate CD28Ig fusion proteins at an angle that may well
be incompatible with the structural constraints imposed on
neighboring CD28 homodimers by their insertion into the cell
membrane. Differences in the efficiency with which D665 su-
peragonistic and E18 conventional Abs bivalently ligate CD28
may provide an explanation for the mechanistic difference be-
tween stimulation with these Abs.

Because superagonists bind to a membrane proximal epitope
and parallel to the cell surface, whereas conventional Abs bind a
membrane distal epitope, Evans et al. (10) argue that the dif-
ferent topology of ligated Abs explain their different stimula-
tory capacities. Closer membrane approximation to the immo-
bilizing surface allowed by superagonists bound to CD28 may
prevent access of large phosphatases like CD45, allowing sig-
naling to proceed. By contrast, the extended structure of con-
ventional Abs bound to CD28 may prevent close membrane
approximation and allow access of phosphatases that limit sig-
naling. Our data do not support this interpretation, because our
ligated monovalent and bivalent recombinant ligands share the
same dimensions. We favor an interpretation in which the pe-
riodicity and increased stability of CD28 complexes in a lattice
formed by bivalent ligation (but not necessarily by all Abs that
bivalently ligate CD28) allow efficient assembly of signaling
complexes. The mechanisms of superagonist Ab stimulation re-
main, however, a moot point.

Another argument supporting the importance of monovalent
CD28 ligation comes from the comparison of the stability of
CD28 and CTLA-4 bound to CD80. Differential engagement
by CD80 results in an �100-fold difference in stability (9).

Given that CTLA-4 is expressed only at low levels on activated
T cells or regulatory T cells, such differences in stability are
likely to be essential for effective CTLA-4 function (15–17).

Lastly, early pharmacological studies suggested that the
TCR/CD3 and CD28 signaling pathways are separate
(18–20). However, a number of signaling molecules essential
for TCR signaling, such as SLP-76 and Vav, are phosphorylated
during superagonistic Ab stimulation (14). Moreover, although
ligation of the TCR is not required for superagonistic signaling,
expression of the TCR/CD3 complex is required (7). We there-
fore argue that CD28 is not an autonomous receptor. A likely
explanation may be that CD28 signals amplify TCR signals
downstream of TCR�, ZAP70, and LAT (linker for activation
of T cells) at the level of the SLP-76 signalosome (14). Mono-
valent ligation of CD28 with either natural ligands or conven-
tional Ab may provide a physiologically relevant amplification
system, allowing costimulatory signaling without inducing re-
sponses in the absence of TCR ligation. In contrast, bivalent
ligation may induce an amplification loop that amplifies the
tonic TCR signals, which are required by T cells (21, 22), to a
level that suffices to trigger functional T cell responses. In this
scenario, bivalent CD28 ligation would induce a physiological
but dysregulated signaling pathway. In this respect, superago-
nistic Abs will be an invaluable tool to dissect TCR and CD28
signal integration.

Acknowledgments
We thank Frank Horling and Thomas Hanke (TeGenero Immunotherapeu-
tics, Würzburg, Germany), Thomas Herrmann (University of Würzburg,
Würzburg, Germany), Monika Brunner-Weinzierl (Deutsches Rheuma-Fors-
chungszentrum, Berlin, Germany), Simon Davis (Oxford University, Oxford,
U.K.), and Marc van Regenmortel for reagents and advice, and Peter Zigan and
Elwira Pyz for assistance.

Disclosures
T.H. declares a commercial interest in TeGenero Immunotherapeutics AG,
Würzburg, Germany.

References
1. Frauwirth, K. A., and C. B. Thompson. 2002. Activation and inhibition of lympho-

cytes by costimulation. J. Clin. Invest. 109: 295–299.
2. Riley, J. L., and C. H. June. 2005. The CD28 family: a T-cell rheostat for therapeutic

control of T-cell activation. Blood 105: 13–21.
3. Christensen, J. E., J. P. Christensen, N. N. Kristensen, N. J. Hansen, A. Stryhn, and

A. R. Thomsen. 2002. Role of CD28 co-stimulation in generation and maintenance
of virus-specific T cells. Int. Immunol. 14: 701–711.

4. Viola, A., S. Schroeder, Y. Sakakibara, and A. Lanzavecchia. 1999. T lymphocyte co-
stimulation mediated by reorganization of membrane microdomains. Science 283:
680–682.

5. Bachmann, M. F., E. Sebzda, T. M. Kundig, A. Shahinian, D. E. Speiser, T. W. Mak,
and P. S. Ohashi. 1996. T cell responses are governed by avidity and co-stimulatory
thresholds. Eur. J. Immunol. 26: 2017–2022.

6. Tacke, M., G. Hanke, T. Hanke, and T. Hünig. 1997. CD28-mediated induction of
proliferation in resting T-cells in vitro and in vivo without engagement of the T-cell

FIGURE 4. Superagonistic Ab D665, but not conventional Ab E18, bivalently ligates CD28 at low CD28/Ab ratios and induces Ag-independent proliferation
of primary T cells. A and B, Recombinant CD28Ig at concentrations of 1000 nM (A) or 20 nM (B) was injected over a sensor surface with D665 (black line) or E18
(gray line) immobilized at comparable levels, and binding was measured over time. C, CFSE-labeled CD4� T cells from C57BL/6 RAG�/� OT-2 TCR transgenic
mice were stimulated with D665 (shaded histogram) or E18 (open histogram), and proliferation was measured by CFSE dilution after 4 days.

5728 CUTTING EDGE: CD28 LIGATION VALENCY AND T CELL RESPONSES

 by guest on A
ugust 24, 2015

http://w
w

w
.jim

m
unol.org/

D
ow

nloaded from
 

http://www.jimmunol.org/


receptor: evidence for functionally distinct forms of CD28. Eur. J. Immunol. 27:
239–247.

7. Lühder, F., Y. Huang, K. M. Dennehy, C. Guntermann, I. Müller, E. Winkler,
T. Kerkau, S. Ikemizu, S. J. Davis, T. Hanke, and T. Hünig. 2003. Topological re-
quirements and signaling properties of T cell-activating, anti-CD28 antibody super-
agnonists. J. Exp. Med. 197: 955–966.

8. Stamper, C. C., Y. Zhang, J. F. Tobin, D. V. Erbe, S. Ikemizu, S. J. Davis, M. L. Stahl,
J. Seehra, W. S. Somers, and L. Mosyak. 2001. Crystal structure of the B7-1/CTLA-4
complex that inhibits human immune responses. Nature 410: 608–611.

9. Collins, A. V., D. W. Brodie, R. J. Gilbert, A. Iaboni, R. Manso-Sancho, B. Walse,
D. I. Stuart, P. A. van der Merwe, and S. J. Davis. 2002. The interaction properties of
costimulatory molecules revisited. Immunity 17: 201–210.

10. Evans, E. J., R. M. Esnouf, R. Manso-Sancho, R. J. Gilbert, J. R. James, C. Yu,
J. A. Fennelly, C. Vowles, T. Hanke, B. Walse, et al. 2005. Crystal structure of a
soluble CD28-Fab complex. Nat. Immunol. 6: 271–279.

11. Hünig, T., H.-J. Wallny, J. K. Hartley, A. Lawetzky, and G. Tiefenthaler. 1989. A
monoclonal antibody to a constant determinant of the rat T cell antigen receptor that
induces T cell activation. J. Exp. Med. 169: 73–86.

12. Lin, C. H., and T. Hunig. 2003. Efficient expansion of regulatory T cells in vitro and
in vivo with a CD28 superagonist. Eur. J. Immunol. 33: 626–638.

13. Bischof, A., T. Hara, C.-H. Lin, A. Beyers, and T. Hünig. 2000. Autonomous induc-
tion of proliferation, JNK and NF�B activation in primary resting T-cells by mobi-
lized CD28. Eur. J. Immunol. 30: 876–882.

14. Dennehy, K. M., A. Kerstan, A. Bischof, J. H. Park, S. Y. Na, and T. Hunig. 2003.
Mitogenic signals through CD28 activate the protein kinase C�-NF-�B pathway in
primary peripheral T cells. Int. Immunol. 15: 655–663.

15. Perez, V. L., L. Van Parijs, A. Biuckians, X. X. Zheng, T. B. Strom, and A. K. Abbas.
1997. Induction of peripheral T cell tolerance in vivo requires CTLA-4 engagement.
Immunity 6: 411–417.

16. Lohr, J., B. Knoechel, S. Jiang, A. H. Sharpe, and A. K. Abbas. 2003. The inhibitory
function of B7 costimulators in T cell responses to foreign and self-antigens. Nat.
Immunol. 4: 664–669.

17. Sansom, D. M., C. N. Manzotti, and Y. Zheng. 2003. What’s the difference between
CD80 and CD86? Trends Immunol. 24: 314–319.

18. Van Lier, R. A., M. Brouwer, E. D. De Groot, I. Kramer, L. A. Aarden, and
A. J. Verhoeven. 1991. T cell receptor/CD3 and CD28 use distinct intracellular sig-
naling pathways. Eur. J. Immunol. 21: 1775–1778.

19. Bjorndahl, J. M., S. S. Sung, J. A. Hansen, and S. M. Fu. 1989. Human T cell acti-
vation: differential response to anti-CD28 as compared to anti-CD3 monoclonal an-
tibodies. Eur. J. Immunol. 19: 881–887.

20. Ledbetter, J. A., J. B. Imboden, G. L. Schieven, L. S. Grosmaire, P. S. Rabinovitch,
T. Lindsten, C. B. Thompson, and C. H. June. 1990. CD28 ligation in T-cell acti-
vation: evidence for two signal transduction pathways. Blood 75: 1531–1539.

21. Roose, J. P., M. Diehn, M. G. Tomlinson, J. Lin, A. A. Alizadeh, D. Botstein,
P. O. Brown, and A. Weiss. 2003. T cell receptor-independent basal signaling via Erk
and Abl kinases suppresses RAG gene expression. PLoS Biol. 1: E53.

22. Polic, B., D. Kunkel, A. Scheffold, and K. Rajewsky. 2001. How �� T cells deal with
induced TCR � ablation. Proc. Natl. Acad. Sci. USA 98: 8744–8749.

5729The Journal of Immunology

 by guest on A
ugust 24, 2015

http://w
w

w
.jim

m
unol.org/

D
ow

nloaded from
 

http://www.jimmunol.org/

